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5 temr^/m&mv 1 x 



10 IK Pf?L«j%«{-^ Mx.fcT> ^W^-XAAX^-^P 



(CHOIH 



J3&) , BH 



COS! 



£S?£14^>A°^K^G-C S FT^^^C^ G-CSFttS 



v j^mmfe e 



; hm ; ^W— -XAAX^-^PII (CHO) I 



, C 1 2 7 CO S| 



20 X»CHO«^J:oTjte^ffim^^ViT^$rL7ct)©Ta5?)o St>£? 
^L<«CHO«^J;oTjtf5 ; ?mm^^fflViT^$nfct)©Ta5§o $ 

^WO 9 0/1 2 8 7 4#B€> o 

jt<f£^X^«J^£ (M?Lfc£#OT6 1 - 1 2 2 8 8^) tiOft^^XAA 



(CHO) ^ BH 



COS! 



th&mcommf£E\; 



G^ckDft^fP^nfcEPOfe^tr (H^#S^ffiHB^IS#-^WO 9 0/12 
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««£5^^brcEPOi!M*t>^-fr (M^Lfc£\ #FI¥ 8 - 1 5 13 9 



5 8^, #S¥8 - 5 0 6 0 2 3-5f#iO o $e>iC«> 

^M#t#:£ffl V>S £ (Mx.«\ Carl, A. K. Borrebaeck, James, W. 

Larrick, THERAPEUTIC MONOCLONAL ANTIBODIES, Published in the 



United Kingdom by MACMILLAN PUBLISHERS LTD, 1990 #M) 



20 M) (D cDNA S^^irtf*© V fl^n- K*f 5 DNA ^#5 

nnn ^n^RifMcDirLf*^^ (cii) ^h-f-t^dna tigigu £ 

tn:#: c mmo dna &#trsss^^^— ^a#.&A>T?*> ^\ m^mmmm. 



25 fclftiW&tf. 



^gfe^Lfeit^ffi^X-M^, M7Lfc£\ 3r*^ (Chimeric) trtf*, t hSMfc; 
(Humanized ) £ ©^£ri#:teU gBflC^^M 
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khMstfiflefck mmtfc, (reshaped) k hJftf*^ t)^2fL k h&fl>©P&¥L» 
fe<h^.«V^7XirL#:©ffiffi'[4^^1^ (CDR; complementarity determining 
region) &k h^#:©ffiitt^i^illbfcfe©T$^ ^©—jRWfcjte 



(framework region ; FR) <fc 5 fcRfH/fc DNA 

^mmzx—rt—jy f^r^^mt^^v ic#ibfetfl0t u ^ 



□ -HtSDNA £M!iU ^^m^p? — \zm.%-&/u*v, Z\tl&ffi^\Z% 
Abl^«^ii:iD#6ti§ (Waf-H^fPtHK^Hft* EP 239400 , H 

15 fttffttlK&n*^ WO 96/02576 #flg) . CDR ^LTlUg^nSkh^O 

5i:SWII^07W^7-^I^©75;t§iilT!)J;^ (Sato, 
Ket aL, Cancer Res. (1993) 53, 851-856) . 
20 Z(D£5?3:mmf&\i hSHbtrEtt^LTk hgtfbirL I L- 6 V"£7*?—$iW (h 
PM- 1) *WSb<M*$nS (iWtBI^if^WO 9 2- 1 9 7 5 9 

H&M#-^WO 98-14580 £#flg) , k hMfl^i'J WJ»;]/^>II^ 
7^ H*tl#: (trEP TH r Pirt#:) (H»fFtB®^lfi#WO 98-13388 
25 , k hM^fti$H^£rL#: (HI8#f} : tfJ©&&S##WO 9 9-5174 

£7c, kh^O^#^feaP.nTVi5, k h U >/\°S££ in vitro 

id-?ir m^.^u266 mm^(Dm<£?mWi%mT&ffiw.<Diih 
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92/03918, WO 94/02602, WO 94/25585, WO 96/34096, WO 96/33735 . 

gi^^ntl^. 09*-fc£, k h^©wl*flg«&— *«BK# (scFv) ttt 

~5?&m$i-rz>z. a^nfc^r— ^©jte^sflf^fTn^ sue 

10 MlC^frr § scFv © DNA IB^J^BJ £>fr\Ztetl\** ^ffiffl\Z&3\,*Tmmfti 

tit^D, WO 92/01047, WO 92/20791, WO 93/06213, WO 93/11236, WO 
93/19172, WO 95/01438, WO 95/15388 Z\ £#*TfrS. 
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±©-;£i|£lf£ (scFV) ^^©mi^bfcfe(Dfe^^o 
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25 f^7> $6i:^l/<tti~i5 05<JfX7"e$§. 
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£ tfimmznrca Mitt «^itt 4ot:-2 ir B m^ 1 * 

^F B WDlbfeXUXD#Xf> (EPO) (750IU) t^^TiSi! 

(sds-page ^) Risfemum. (mfazu^hsf^ym icxwiifcMs, 



SbSI&ki&^t— *#:©^jn£fgs£>, ^mw^ute p o^-»©fST^ 

10 tlfeo — IU 100 5UfX7 ©a^l^Tl? 40°C-2 IKR^ 1 * £ IB 

bfeEPOait^J (750IU) fc^, (SDS-PAGE^) 



fo?u~?hs??ym izxnmvr^^ 4o°c-i * nwM&vmMumiz&^T 



M^cDiLi^mmcD^mzmmv, myKi&mm^z^^o z\ t\z & 



25 > a° 17 mum ^^t.^-o mm t < s& § 
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5 SlSSM 1 : E P OiiC^I^M 

i) 

E P Oftttfflg^J (750IU) (5> U >>*$S8!K E P Omm. 1500IU/mL, 0.5 

2) Iitl^?Sc 

io EPommmuM (7501U) fc^s o&ioo ^ u^x^) ttwtttf 

£fc, (<15'Jr7 7) 40T>2 1 *^^iP3S^ 

3 ) §¥«^*fe 

3 - 1 ) igsti (sDs-y;v«^ijfe) 

±izEbfe#M^^^Mi-r§o 6O11L &]EmiZ-®X), #jStc^ 

Sample Buffer** £lEJ§fc 20jiLi)P^., 50^©?^^ 15 £feBiP#rf£o 

20 bpb ^*2^ie^^4.ohl jp^u wmmnMh~tz> 0 

mmmuMte j^^mt— * 3 ©^-n-^n 7.5 ul ^cD^-e«^ 

3 - 1 - 1 ) m^^ljfe 

faWimm : TEFCO %tss®j»»^« 

25 ^c»jy;i/:X^y^;PC^^^i>b 8%-16%, 15WelL J¥£ 1.5mm, TEFCO 

: 25mA/$C©-^tt7jft 

sw^ng : m 1.5 Btpg 

Buffer : mmMmmmmw.^ 
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3-1-2) >>x^>^DyhS 

8cSfr&, Transfer M«^*n0mL fc^SSL, 30^W¥#S-fbf So #CV>TN 
1B$mm<DM&Wte Transfer iftTlbfcX^>^ «fc^«E 1 ft(7 7^ 
Xhh7>X77"7^M-^-A°" (20cmxl0cm, 7 7iKy7fi) 
5 ©H\ ^0±£^5^Cfe^^/-;Hc:®3O#FHlSl/, Hfc Transfer WC 

Transfer WkWM fcg b fc 5 JfR 1 «fc # > 5? £ HfM & ;HM 

10 fe^jftg : 25 < C#jfi<Z>— 

3fc^#:# : ^ 65±2mA, <E^W 120 

* 1 #Stc^ Sample Buffer : X.^U>i?T5. >mWWt~^- V U 
74.48mg Rtf 7# U i«t h U 5.0g & Tris-HCl *§HT 7 50mL tl^to 

*2 BPBiS?S : Tris-HCl 0.625mL, Jft^UirU > 3.5mLRtf7nA 

*3 4^**7— 7J — : Prestained SDS-PAGE Q^^T^y 
\*MXMZLtVtZM^'t Z> feO) [Lysozyme : 20900), Soybean trypsin 

inhibitor, : 29 100) Carbonic anhydrase (IrI : 35500) > Ovalbumin (111 : 
50600), Bovine serum albumin <|WJ : 83000) Jttf Phosphorylase B (H : 101000) 
20 £^&0 

* 4 mmwimmmwt :huxtFn^ ^;vt 5 / ^ ^ > 3.o g sz*^ u 

l/> 14.4g £zfc 600mL MSn^L, Jin^^U h U l.Og &1X\XTm 

BLf£&, tR^PtLT lOOOmL 

* 5 Transfer fgflft£ : hUXtHD^ %/^)V7 S.S*?> 6.0g TkXStf U 
25 ->> 28.8g £7R600mL ^JlP^., — ;i/ 400mL £iPX.T|§$?Lfc^ 

7K£riPX.T 2000mL it" So 

*6 7 0 d7d^ mr : #u H-'jT>^7ji/tu H^>^^>^^;i/^- 

(8cmx8cm, T7°7-< F/Ht^rA© X^^tlfclg^TS 

* 7 Tris-HCl : h'JXk FP^y^fJVT S7^^> 3.0g &7j< 30mL 
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ImoUL ffiMMM&iK\%.T pH6.8 \Zffi&Vfc&, lOOmL 
3-2) femm (»U^h^7 7© 

U EP 0^2p n n p^ 0.05%^ U v;w*— h 20 jjcjgflfc&in* 

5 T 1500IU/mL tl/fc!)©^¥ilit5 0 

lOOuL fclEffllfc:* D , *©»»^DY h t??7 

«k ?) ®EP O^* mm. : mg/mL) £r5f<J£> § „ 
EPOti (mg/mL) 

10 = E P OflPPift© E PO^'J ^7°^ Hffi^S (mg/mL) X 4i 

At : KMC EPO0k°-^ iftg 
As: «*pjg$fc©EPO01f— #®5» 

15 tklii^ : &ftm&tm.Wc : 214nm) 

#^A:F*3# 5mm, 25cm ©X^>l/X^^^;V-> U ;WfcL-fc$J 5pm 
®^U*y;i/*3feJK*r So (VYDAC 214TP54, "tnV—^ H >Xtf )V~7°m 

20 A ?K : 7K • Tiz h U ;i/ • h U ^;i/?TnM^^^ (400 : 100 : 1) 

B M : Tiz h U )V • tK • h U ^I/^nlftftfiift (400 : 100 : l) 

tf<7z?x. > b Bit : B Wmm 35%T# 7A5¥fftl/fcf , 

2p»£&AT3o 5 B 35%«-=> 15 #WT? B 100% 

25 SSE* : E P O ©fiUWIffl#j|& 18 frfc&Scfc? tiStS. 

4) 

4 - 1 ) MSKI^ (SDS-PAGE fe) 
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ffiftwrFv 40^-2 mmxxt mmmL'tcB p o&wasm (750m) ^ 

^, SDS-PAGE SCTWitfc. 

*r(D$gm, itmijmTiz&tfz 4o°c-2 3ar H wn3SB a n TH-*#:©iijp^fg5e)e) 

ftfc©fc:*fU MMTlz&tfZ 40°C-2 jlWMiS.T^iPjiiS.tlt^bT, • 
40t>i aJIIKIitfSffifc^TfcJ:, «#«iTRtX#»#l8T£*>fc:*iS3&>fc: 

10 4-2) femm w^n-7h^7 7^) 

i^iTt 40^-2 jSHRtx lifl r«3S bfeE p oaitffliii (7501U) to 

EPO-g-fiS^jp^ifttttlisbfc®^ *at*»TK:^^* 40°c-2 SMiPSI 

.PpT«#»fST^fS55> 96% h ftofco Sfc, «^§Tfc^^5 40°C 

15 - 1 A H IHWWjSift T? ttWF&-g*fl£T * S ft , W 93% £ & o fc o 

— a^niT 4o°c-2 Mr H 1^^p^ t Pp-ett#*©^»^5^:^^Mse)T\ 4o°c-i 
c.v.=i.6%) ^lifc^ Mti©in)i^^fc^3ViT s b^*©^'fbt«>ft6n/fe 

20 

m 1 40^-2 ®p H upjii5p© e p om&%£ 







EPO;lJg (of label) 


mwm (%) 




<1mT 


93.8% 


1 00.0% 


40°C-2jIFS 


<1mT 


89.7% 


95.6% 




100mT 


93.7% 


99.9% 








EPO;ftJt (of label) 


mnm (%) 


*APiln n p 


<1mT 


93.9% 


1 00.0% 
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40°C-1^J3 


<1mT 


87.5% 


93.1% 


40°C-1>rJ3 


100mT 


91.4% 


97.3% 



mmm2 : g-csfiii:^wm 

1 ) mmm 

G-CSFlt (G-CSF^S © 0.5mg/mL) §T^|-f^l/7^l' 
5 3? — KlT^ifiU 5mL^^XA^T;KC lmL f L t) CD ^St^S <h L 

2 ) ##^# 

ttm~T* 9 \zi%i&vfr (i4#i) o 04^^iix, zs—yi%ma(Dn^T)it.m 

*8 (T) : Hj^S^aL lrX ^ = 10,000 (G) 

* 9 im^ht : &Mmz%>tf&mMmm (®# 1 ^ o^-x^^m) tvr^o 

3 ) Wffi^fe 

®tmUm& 30°CtIS«^T 2 W^iS^ h ^ X?£ (n=3) 

15 HTG-CSF ^-gfo^m &mfe b fe 0 

4) j^H 

30*02 Mf£#f£©G - C S F#^#:^*&^ 3 fc^To 



S3 G-CSF<£&fc*k)&mmzl*jL2>Mtjm<DB 

20 













1.5% 


0.04% 




2.3% 


0.06% 
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10 6. MBf U X D^Xf^Xtt D - -UIBf T^5f tJ| 5 

15 io. mtsm^^m^m^$>^mMm9mm(Di\xm^o 

1 2 . ^>/\°^K#W«^>A°^»MjtAVl/^MT^§it^ 1 1 IE® 

20 13. »^Tic-f^bfe^>;\ 0 ^K;^;i/^ii?t^»^^IMb7t^'fb^> 

1 5 . ^mtz yn^mmnmmmmmn^^^mim 1 3 f3«©»jo 

25 #J©^#£/&#Pffi!l:£J£o 

1 7. ^>/^l*tIiO^0fcfe©I*I^^gt0fffl o 



15 



WO 2004/019966 



PCT/JP2003/010754 




IU2 








1/1 



INTERNATIONAL SEARCH REPORT 



International application No. 

PCT/JP03/10754 



A. CLASSIFICATION OF SUBJECT MATTER 

Int. CI 7 A61K38/00, A61K9/08, A61J1/00 



According to International Patent Classification (IPC) or to both national classification and IPC 

B. FIELDS SEARCHED 

Minimum documentation searched (classification system followed by classification symbols) 
Int. CI 7 A61K38/00, A61K9/08, A61J1/00 



Documentation searched other than minimum documentation to the extent that such documents are included in the fields searched 



Electronic data base consulted during the international search (name of data base and, where practicable, search terms used) 
CAPLUS (STN) , MEDLINE (STN) , BIOSIS (STN) 



C. DOCUMENTS CONSIDERED TO BE RELEVANT 



Category' 



Citation of document, with indication, where appropriate, of the relevant passages 



Relevant to claim No. 



X 
A 



X 
A 



WO 02/17957 Al (Chugai Pharmaceutical Co., Ltd.), 
07 March, 2002 (07.03.02), 
Particularly, Claims 
& EP 1329224 Al 

WO 01/17542 Al (Chugai Pharmaceutical Co., Ltd.), 
15 March, 2001 (15.03.01), 
Particularly, Claims 

& EP 1232753 Al & JP 2001-521332 A 



13-15 
1-12, 16, 17 



13-15 
1-12, 16, 17 



X 
A 



WO 01/64241 Al (Chugai Pharmaceutical Co., 
07 September, 2001 (07.09.01), 
Particularly, Claims 

& EP 1260230 Al & JP 2001-563138 A 

& US 2003/92622 Al 



Ltd. ) , 



13-15 
1—12, 16, 17 



[ x | Further documents are listed in the continuation of Box C. 



See patent family annex. 



"A" 
"E" 
"L" 

"O" 



Special categories of cited documents: 

document defining the general state of the art which is not 

considered to be of particular relevance 

earlier document but published on or after the international filing 
date 

document which may throw doubts on priority claim(s) or which is 
cited to establish the publication date of another citation or other 
special reason (as specified) 

document referring to an oral disclosure, use, exhibition or other 
means 

document published prior to the international filing date but later 
than the priority date claimed 



<x >: 



later document published after the international filing date or 
priority date and not in conflict with the application but cited to 
understand the principle or theory underlying the invention 
document of particular relevance; the claimed invention cannot be 
considered novel or cannot be considered to involve an inventive 
step when the document is taken alone 

document of particular relevance; the claimed invention cannot be 
considered to involve an inventive step when the document is 
combined with one or more other such documents, such 
combination being obvious to a person skilled in the art 
document member of the same patent family 



Date of the actual completion of the international search 
19 November, 2003 (19.11.03) 



Name and mailing address of the ISA/ 

Japanese Patent Office 

Facsimile No. 



Date of mailing of the international search report 

09 December, 2003 (09.12.03) 



Authorized officer 



Telephone No. 



Form PCT/ISA/210 (second sheet) (July 1998) 



INTERNATIONAL SEARCH REPORT 



International application No, 

PCT/JP03/10754 



C (Continuation). DOCUMENTS CONSIDERED TO BE RELEVANT 



Category* 



X 
A 



X 
A 



A 



A 



A 



A 



Citation of document, with indication, where appropriate, of the relevant passages 



WO 00/51629 Al (Chugai Pharmaceutical Co., Ltd.)/ 
08 September, 2000 (08.09.00), 
Particularly, Claims 

& JP 2000-247903 A & EP 1197221 Al 



Ltd. ) , 



EP 178665 A2 (Chugai Pharmaceutical Co., 
15 May, 1986 (15.05.86) , 
Particularly, Claims 

& JP 61-97229 A & US 4806524 A 

JP 2000-229815 A (Toshimitsu HATTORI), 
22 August, 2000 (22.08.00), 
(Family: none) 

JP 2001-340062 A (Kabushiki Kaisha Toyo 
Shin 1 yaku) , 

11 December, 2001 (11.12.01), 
(Family: none) 



US 5584994 A (Toshimitsu HATTORI, Masaru OTA) , 

17 December, 1996 (17.12.96), 

& JP 8-197064 A & JP 8-197066 A 

& EP 713842 A3 

JP 1-262988 A (Kabushiki KaishaShoko Kagaku 
Kenkyusho) , 

19 October, 1989 (19.10.89), 
(Family: none) 



Relevant to claim No. 



13-15 
1-12,16,17 



13-15 
1-12,16,17 



1-17 



1-17 



1-17 



1-17 



Form PCT/ISA/210 (continuation of second sheet) (July 1998) 



A. 3SMOjRi"5^lf©^S (H^#f^® (IPC) ) 



llHWifI#-5§- PCT/JP0 3/1 0 7 5 4 



Int. CI. 



A61K38/00, A61K9/08, A61 Jl/OO 



B. 



m^n^±M^mmn mmww^m (ipo) 

Int. Cl. 7 A61K3 8/0 0, A61K9/08, A61 Jl/OO 



IPS^fflbfcm^T 2 -^^-^ *^<— ;*©£:p5? % tHEfe-feE UfcJBR) 



CAPLUS (STN) , MEDLINE (STN) , BIOSIS (STN) 



C. 



X 
A 



X 

-A. 



X 
A 



WO 02/17957 Al (^^WKSStfeS^fc) , 2 0 0 2 

0 3. 0 7, #fFft^O^H & EP 1329224 
A 1 

WO 01/17542 Al (^Mlt^a) , 2 0 0 1 

0 3. 15, #fFff 3fc<E>fg|ffl & EP 1232753 

Al & JP 2001-521332 A 



WO 01/64241 Al Wfimm&&&&) , 2 0 0 1. 

0 9. 07, m^., m$m^<Dmm & ep 1260230 



13-15 
1-12, 16, 17 



13-15 
1-12, 16, 17 



13-15 
1-12, 16, 17 



t><£> 



<DTSM(D & Id § I Jf-f -5 © 



19. 11. 0 3 



SRHns* kisses b 



0 9. 1 2.03 



B^:|i|#fFjT (ISA/JP) 
§P{g#-3§- 100-8915 



) 




4 C 



9 4 5 4 



ffim^r 03-3581-1101 ftjft 3 4 5 1 



1SPCT/ISA/2 10 (H2-<— v>) (1 9 9 8#7J1) 





HHfctiJ5I#-5§- PCT/JP0 3/1 0 75 4 


C . 








#^=f y — * 








Al & JP 2001-563138 
3/9 2 6 2 2 Al 


A & US 2 0 0 




X 
A 


WO 00/51629 A 1 ' ^WBHItteS^tfc) , 2 0 0 0. 
0 9. 0 8, #fFff;£cDf£H & JP 2000-247 
903 A & EP 1197221 Al 


13-15 
1-12, 16, 17 


X 
A 


EP 178665 A2 (^flJ^lg&fcSS^f:) , 1 9 8 6. 0 
5.. 15, 4#fPlf 3ft ©*5H & JP 61-97229 
A & US 4806524 A 


13-15 
1-12, 16, 17 




JP 2000-229815 A (J3Rgp 
8. 2 2 (7 7^ V — JfcU) 


sftjste) , 2 0 0 0. 0 


1-17 


A 


JP 2001-340062 A (^^^%h^:#tf^) , 2 0 0 

1. 12. 11 (77^ y—fcu 


1-17 


A 


US 5584994 A icffi#) , 1 9 9 6. 1 
2. 17 

& JP 8-197064 A & JP 8-197066 
A&EP713842A3 


1-17 


A 


JP 1-262988 A («c^*fc#3fe^^?9BS3f) ,19 8 
9. 10. 19 Ot^ y — Jfeb) 


1-17 



SPCT/IS'A/2 10 (i2^- ^CDSfc*) (1 9 9 8^7^) 



